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Supplementary Figure S1. (a) The experimental study plan for time-course ROT toxicity. SH-SY5Y 
cells were seeded at a density of 50,000 cells/mL in DMEM containing 1% FBS and incubated overnight 
before experiments. Cells were incubated in the presence of ROT (0.5 μM) or DMSO up to 48 h. At 
each time point, floating cells in cell culture medium were harvested and combined with adherent 
cells. Then, cells were washed with PBS and used to prepare cell lysates for Western blotting. (b) To 
test the therapeutic effects of NI-ADSC-SM, SH-SY5Y cells were first treated with ROT or DMSO for 
24 h. The cell culture media were removed, floating cells were pelleted from the medium, the cell 
pellet was resuspended in the fresh medium, and added to respective wells. Then, cells were treated 
with or without ADSC-SM or NI-ADSC-SM at 50% dilution in DMEM supplemented with 1% FBS 
and incubated in the absence or presence of ROT (0.5 μM) for another 24 h. Floating cells in medium 
were combined with adherent cells harvested by scraping, pelleted, and washed twice with PBS. Then, 
cells were used to prepare cell lysates as Triton X-100-soluble and Triton X-100-insoluble fractions for 
Western blotting. Different passages of SH-SY5Y cells treated with different batches of ADSC-SM or 
NI-ADSC-SM for three independent experiments. 
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Supplementary Figure S2. SH-SY5Y cells were seeded as 50,000 cells/mL in DMEM containing 1% FBS 
and incubated overnight before experiments. Cells with the presence of ROT (0.5 μM) or DMSO for 48 
h were treated with ADSC-SM (50%) or NI-ADSC-SM (50%) during the last 24 h. The bar graphs 
represent the ratio for p-DRP1 Ser616/β-actin (a), t-DRP1/β-actin (b), pDRP1 Ser637/GAPDH (c), and t-
DRP1/GAPDH (d) by Western blotting. Data are shown as means (bars) and SEM (error bars) of three 
independent cell culture experiments, and were analyzed by one-way ANOVA with Tukey’s post-test. 
Statistical comparison: a, compared with control; b, compared with ROT; * p < 0.05, ** p < 0.01, and *** p 
< 0.001. 
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Supplementary Figure S3. SH-SY5Y cells were seeded as 50,000 cells/mL in DMEM containing 1% FBS 
and incubated overnight before experiments. Cells with presence of ROT (0.5 μM) or DMSO for 48 h 
were treated with ADSC-SM (50%) or NI-ADSC-SM (50%) during the last 24 h. The bar graphs represent 
the ratio for p-PERK Thr980/β-actin (a), t-PERK/β-actin (b), p-PERK Thr981/GAPDH (c), and t-
PERK/GAPDH (d) by Western blotting. Data are shown as means (bars) and SEM (error bars) of three 
independent cell culture experiments, and were analyzed by one-way ANOVA with Tukey’s post-test. 
Statistical comparison: a, compared with control; b, compared with ROT; * p < 0.05, ** p < 0.01, and *** p 
< 0.001. 
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Supplementary Figure S4. SH-SY5Y cells were seeded as 50,000 cells/mL in DMEM containing 1% FBS 
and incubated overnight before experiments. Cells with presence of ROT (0.5 μM) or DMSO for 48 h 
were treated with ADSC-SM (50%) or NI-ADSC-SM (50%) during the last 24 h. The bar graphs represent 
the ratio for p-IRE1α Ser724/GAPDH (a), t-IRE1α/GAPDH (b), p-SAPK Thr183,Tyr185/GAPDH (c), and 
t-SAPK/GAPDH (d) by Western blotting. Data are shown as means (bars) and SEM (error bars) of three 
independent cell culture experiments, and were analyzed by one-way ANOVA with Tukey’s post-test. 
Statistical comparison: a, compared with control; b, compared with ROT; * p < 0.05, ** p < 0.01, and *** p 
< 0.001. 
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Supplementary Figure S5. SH-SY5Y cells were seeded as 50,000 cells/mL in DMEM containing 1% FBS 
and incubated overnight before experiments. Cells with presence of ROT (0.5 μM) or DMSO for 48 h 
were treated with ADSC-SM (50%) or NI-ADSC-SM (50%) during the last 24 h. The bar graphs represent 
the ratio for p-eIF2α/β-actin (a), t-eIF2α/β-actin (b), p-IP3R Ser1756/β-actin (c), and t-IP3R1/β-actin (d) 
by Western blotting. Data are shown as means (bars) and SEM (error bars) of three independent cell 
culture experiments, and were analyzed by one-way ANOVA with Tukey’s post-test. Statistical 
comparison: a, compared with control; b, compared with ROT; * p < 0.05, ** p < 0.01, and *** p < 0.001. 
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 Supplementary Table S1. Western blotting antibodies used in this study. 

p-, phosphorylated; t-, total. 
pAb, polyclonal antibody; mAb, monoclonal antibody; kDa, kiloDalton. 


